PCT 



WORLD INTELLECTUAL PROPERTY OROANXZATB3N 
lotcraaaoaat Borcaa 




INTERNATIONAL APPUCATTON PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCD 



(51) lotcnudou! Patent Cbtssfficatioa * i 

C12N 15/62, C07K ISAM, A61K 39/295, 
39/04 



Al 



01) IofermAtkMuI Pfchficntfaa Number: WO 94/29459 

(43) Ister*a*MuI Pubtlatio* Date: 22 December 1994 (22.1194) 



(21) Uferutfcmti AppBotdoa Namben PCr/US94vOS362 

(22) International FHIne Date: 6 June 1994 (06J0644) 



CM) Priority Data: 
08/073,381 



4 June 1993 (04:06.93) 



US 



(71) Applicant: WHITEHEAD INSTITUTE FOR BIOMEDICAL 

RESEARCH tUS/US];Nhe Cambridge Carter, Cambridge, 
MA 02142 (US). 

(72) IaTcotor: YOUNG, Richard, A4 5 Sawmill Brook Road. 

Winchester. MA 01890 (US). 

(74) Agents: GRANAHAN, Patricia ex aU HatnHtDO, Brook; Smith 
& Reynofcfe, Two Militia Drive, Lexington, MA 02173 
(US). 



(81) Designated States: CA, IP, European patent (AT, BE CH. DE, 
DK. ES, FR, GB, OR, IE, IT, LU, M£ NL, PT, SE). 



PubGshod 

With y%Urnatio*al tcarch report 

Before the expiration of die time Emit for amending the 
■ claims and to b< rep*ddidud m ©W event of tke receipt of 
smendmemtx. - 



(54) Title: STRESS PROTEINS AND USES THEREFOR 
(57) Abstract 

The present mvcadoa reUtes to stress protein* and methods of morfnTafiTig aa individual** immane response. In particular, k relates 
to the use of such stress proteins b immuae therapy and prophylaxis, which results in an induction or enhancement of an individual'* 
immane response and a* aa bimirnofflcrapcntic agent which results m a decrease of an individual'* immctoe response to his or her own 
cdk. The present invention also relate* to compoctaon* comprising a stress protein joined to another component, such as a fusion protein 
in which a stress protein is fused to aa antigen. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes rod to identify Sutcs party to the FCT oo the fact ptfes of pamphlets pcblithing hccnutkxul 
appfic&tuas coder the FCT. 



AT 


Aaafe 


CS 




MX 




AO 


AMBldk 


ce 




KW 


MiM 


E8 




' CN 




KB 




B£ 




CR 




KL 


ji ,1 1 j 


mr 




BU 




KO 




»c 




IB 


fat** 


KZ 


HtrTiihnl 


«J 




tr 


Mr 


ft 


NiMd 


«a 




jp 




fT 




«Y 




KE 


Cava 


to 




CA 




CO 




CO 




<T 




cr 




so 




CG 






«TC«n 


se 




CB 




KJt 




a 




a 




CZ 




sc 


tt»*fc 


CM 




u 




JN 




GN 




LC 


SHL«*« 


TO 


ctid 


CS 




UJ 




TO 


T*» ' 


cr 




tv 


Unfa 


TJ 




oe 


Garwejr 


MC 


Mooms 


TT 


T&*ttMdT<*«c» 


DC 




MD 




CA 




CS 




MC 




OS 


Uifci1TiiMi«fAi 


n 




ML 


Hd 


CZ 






ffeooe 


MN 




W 


VhtNa 


CA 


CAN 











WO 94/29459 



PCT/US94/06362 



-1- 



pjRPfiS PROTE TNS AND OSES THEREFOR 
pescrintion 

paMrrr rrrti^ri of t hA T nventton 

Although the function of stress proteins is not 
5 entirely clear, it appears that some participate in 

assembly and structural stabilization of certain cellular 
and viral proteins, and their presence at high 
concentrations may have an additional stabilizing effect 
during exposure to adverse conditions. Neidhardt,- F.C. 

10 and R.A. Van Bogelen, Jn? Escherichia coU apd Salmonella 
t-vnhiimirium . Cellular and Molecular Biology, (eds. 
Keidhardt, F.C, Ingrahatn, J.L.. Low, X.B., Magasanik, B. 
Schaechter, M. and Umbarger, H,E. (Am. Soc. Microbiol, , 
Washington, D.C.), pp. 1334-1345 (1987); Pelham, H.R.B. . 

15 Cell , 46:959-961 (1986); Takano, T, and T. Kakefuda, 
Nature . 22£:34-37 (1972); Georgopoulos , C. et a},, Hew 
liplogy, 212:38-41 (1972) . Phagocytic host cells produce 
a hostile environment of foreign organisms, and the 
ability to produce stress proteins has been implicated in 

20 the survival of bacterial pathogens within macrophages 
Christman, K.F. et al. . Cell. 41:753-762 (1985) . 

M yr ob a cter5tim (M.) tub erculosis and Mycobacterium 
fM.l leprae are the etiologic agents of tuberculosis and 
leprosy, respectively. These diseases afflict 20-30 

25 million people and continue to present a significant 

global health problem. Joint International Union Against 
Tuberculosis and World Health Organization Study Group, 
Tubercle . £1:157-169 (1982); Bloom, B. and T- Godal, E£Y-t 
T^f^ct Pis. £5765-780 {1983). To develop more effective 

30 tools for the diagnosis and prevention of these diseases, 
it is important to understand the immune response to 
infection by mycobacterial pathogens- 
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The antibody and T-cell responses to infection or 
inoculation with killed mycobacteria have been studied in 
humans and in animals. Human patients with tuberculosis 
or leprosy produce serum antibodies directed against at 

5 least 12 mycobacterial proteins- Some of these proteins 
are also recognized by well -character! zed murine 
monoclonal antibodies. Mice immunized with mycobacterial 
lysates produce antibodies that are directed predominantly 
to 6 i x tuberculosis and six M. leprae protein antigens. 

10 Engers, H.D. fnfeet. Immun. , £6:603-605 (1985); Engers, 
H.D., Tnfofft. Immun. . £1:718-720 (1986). Genes encoding 
these 12 mycobacterial antigens have been cloned, and 
recombinant proteins produced from these clones have been 
used to investigate the human T- lymphocyte response to 

as mycobacterial infection. Husson, R.N. and R.A. Young, 
p r or, Watl , T^arf. Sci . , USA , £4:1679-1683 (1987)? Young, 
R.A. et al. . Nature / 316:450-452 (1985); Britton, W.J. et 
al.. Leor. Rev, , £2, Suppl. 2 # 67-75 (1986). 

Protection against mycobacterial disease involves 

20 cell-mediated immunity. Joint International -Union Against 
Tuberculosis and World Health Organization Study Group, 
Tubercle , £3:157-169 (1982); Hahn, H. and S.H.E. Kaufman, 
Rpy. infect. Pis. , 2:1221-1250 (1981). T- lymphocytes 
cloned from patients or from volunteers immunized with 

25 killed mycobacteria have .been tested for their ability to 
recognize the recombinant mycobacterial proteins. 
Lymphocyte-proliferation assays demonstrate that most of 
the antigens identified with monoclonal antibodies are 
involved in the T-cell response to mycobacterial infection 

30 or vaccination in mice and in humans. Limiting dilution 
analysis indicates that 20% of the mycobacterial -reactive 
CD4* T-lymphocytes in mice immunized with M. tuberculosis 
recognize a single protein, the 65-kDa antigen. Kaufman, 
S.H.E. et al. , .T. Immunol.. 12:351-357 (1987). 
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pummarv of the Invention 

The present invention relates to stress proteins and 
methods of modulating an individual's (such as a human, 
other mammal or other vertebrate) immune response. In 
5 particular, it relates to the use of such etress proteins 
in immune therapy or prophylaxis, which results in an 
induction or enhancement of an individual's immune 
response and as an immunotherapeutic agent which results 
in a decrease of an individual's response to his or her 

10 own cells. In the embodiment in which an individual's 
immune response is induced or enhanced, the induced or 
enhanced response can be a response to antigens, such as 
those derived from a pathogen or cancer cell, or can be 
upregulation of the individual's immune status, such as in 

15 an immune compromised individual.. In immune prophylaxis, 
stress proteins are administered to prevent or reduce the 
effects in an individual of a pathogen, which can be any 
virus, microorganism, parasite or other organism or 
substance (e.g., a toxin or toxoid) which causes disease 

20 or to prevent or reduce the effects in an individual of 
cancer cells. In preventing or reducing adverse effects 
of pathogens which contain stress proteins (e.g., 
bacteria, parasite, fungus) according to the method of the 
present invention, an individual's immune response to the 

25 pathogen's stress protein (s) is induced or enhanced 

through the administration of a vaccine which includes the 
pathogen's stress protein (s) or other stress proteins. 
The stress protein can be administered alone, as a member 
or component of a conjugate (e.g., joined to another 

30 antigen by chemical or recombinant means such as joined to 
a fusion partner resulting in a fusion. protein) , or as an 
adjuvant or carrier molecule to enhance or obtain a 
desired immune response to an antigen. The present 
invention also relates to compositions comprising a stress 

35 protein joined to another component, such as a fusion 
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protein in which a stress protein is fused to an antigen. 
Preventing or reducing adverse effects of viral pathogens 
which do or do not contain stress proteins, as well as 
preventing or reducing the adverse effects of cancer cells 
5 according to the present method, is effected by enhancing 
an individual's immune surveillance system. Enhancement 
of immune response can be effected by modulating the 
immune cells by stimulation with a stress protein (e.g., a 
bacterial stress protein) . 

10 In the embodiment in which an individual's immune 

response is decreased, such as is used in treating 
autoimmune diseases, stress proteins known to be involved 
in the autoimmune response are administered to turn down 
an individual's immune response by tolerizing the 

15 individual to the stress proteins. Alternatively, the 

immune response to stress protein, which is known to occur 
in autoimmune disease, is reduced by interfering with the 
ability of immune cells which respond to stress proteins 
to do so. 

20 A selected stress protein of the present invention 

can be administered to an individual, according to the 
method of the present invention, and result in an immune 
response which provides protection against subsequent 
infection by a pathogen (e.g., bacteria, other infectious 

25 agents which produce stress proteins) or reduction or 
prevention of adverse effects of cancer cells. 
Alternatively, a selected stress protein can be 
administered to an individual, generally over time, to 
Induce Immune tolerance against the selected stress 

30 protein. For example, a selected stress protein can be 
administered in multiple doses over time in order to 
induce immune tolerance, against an autoi mmun e disease such 
as rheumatoid arthritis • 



WO 94/29459 



PCT/US94/06362 



-5- 

Brief Desc ription of the Drawings 

Figure 1 is a graphic representation of the. 
homologies between mycobacterial antigens and known stress 
proteins. Figure 1A is a representation of sequence 
5 similarity between portions of the M. tuberculosis 71-kDa 
antigen (residues 1-204; TB 71 kDa) and the g, cpU DnaK 
protein (residues 430-639) . Figure IB is a representation 
of sequence similarity between portions of the tL. 
t-yherculosis 65-kDa antigen (residues 1-540; TB 65 kDa) 

10 and the p. coli GroEL protein (residues 1-547) . 

Figure 2 is a comparison of the amino acid sequence 
of the human PI protein (573 residues) (SEQ ID N0:.l) and 
the amino acid sequence of the groEL protein (547 
- residues) (SEQ ID NO: 2) • 

OS Figure 3 is a comparison of the amino acid sequence 

of the human PI protein (573 residues) (SEQ ID NO: 1) , 
which is a homolog of groEL protein, and the amino acid 
sequence of the 65 kDa M. leprae protein (540 residues) 
(SEQ ID NO: 3) . . 

20 Figure 4 is a comparison of the amino acid sequence 

of the human PI protein (573 residues) (SEQ ID NO: 1) , 
which is a homolog of the groEL protein, and the amino 
acid sequence of the 65kDa M. tvterculosjs protein (540 
residues) (SEQ ID NO: 4) . 

25 Figure 5 is a schematic representation of selected 

stress protein fusion vectors which contain a polylinker 
with multiple cloning sites permitting incorporation of a * 
gene of interest. 

Figure € is a schematic representation of the stress 

30 protein fusion vector, pKS70 containing the T7 KNA 

polymerase promoter, a polylinker and the xaycobacterial 
tuberculosis hsp70 gene, and the stress protein fusion 
vector pKS72 containing the HIV p24 gag gene subcloned 
into the pKS70 vector. 
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Figure 7 is a graph illustrating the anti-p24 
antibody titer in mice injected with the p24-hsp70 fusion 
protein, p24 alone and hsp70 alone. 

r ~ r ^1 f ^ Description of the Tnven ttpn 

5 Cells respond to a variety of stressful stimuli by 

increasing the synthesis of specific stress proteins. The 
most extensively studied cellular response to stressful 
stimuli is the synthesis of heat shock proteins (hsp) by a 
cell, induced by a sudden increase in temperature. 

10 Because many of the heat shock proteins are also induced 
by other stresses, they are frequently called stress 
proteins. Stress proteins and their relatives appear to 
help assemble and disassemble protein complexes. In 
bacteria, the major stress proteins, hsp70 and hsp60, 

15 occur at moderate levels in cells that have not been 

stressed but accumulate to very high levels in stressed 
cells. For example, hsp70 and hsp60 normally account for 
1-3.% of total coli protein, but can accumulate to about 
25V under stressful conditions. Eukaryotic hsp70 and 

20 hsp60 proteins do not accumulate to these extreme levels. 
Their levels range from undetectable to moderately 
abundant, depending on the organism and cell type. 

The present invention is based on the observation 
that stress proteins are among the major antigens 

25 available for presentation to T lymphocytes and may be 
common immune targets in a broad spectrum of infectious 
diseases. Immune responses to stress proteins are 
involved in immune surveillance fcy the body and a variety 
of different T cell types has been shown to recognize 

30 highly conserved stress protein determinants. Several 
observations, described below, suggest a model of immune 
surveillance in vhich self-reactive T cells provide a 
first line of defense against infection or other invasion 
by pathogens, which include, but are not limited to. 
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viruses, microorganisms , other organisms, substances such 
as toxins and toxoids, and agents which cause cell 
transformation, by recognizing and helping to eliminate 
stressed autologous cells, as well as cells infected with 
5 intracellular pathogens. Without wishing to be bound by 
this model, it is presented as one means by which it is 
possible to explain why prokaryotic and eukaryotic cells 
respond to a variety -of potentially damaging stimuli, such 
as elevated temperature, by increasing the synthesis of a 
10 family of proteins, referred. to as stress proteins, which 
are among the most highly conserved and abundant proteins 

found in nature. 

Investigation of antigens involved in the immune 
response to the tuberculosis and leprosy bacilli UL. 

15 riih^milosis and M. leprae ) initially led to the 

observation that a variety of stress proteins are among 
the major targets of the immune response, as' is described 
at greater length below. 

Further assessment has demonstrated that 6tress 

20 proteins may be common immune targets in a broad spectrum 
of infectious diseases. Sequence analysis has revealed 
70-kDa heat shock protein homologues among major antigens 
of the protozoan parasites Plasmodium falciparum (Bianco, 
A.E. et al. . P™"- Watl. Acad. Sci . . USA, £2:8713-8717 

25 (1986)) ffiiflfgfr.cMioma mansoni (Hedstrom, K. et rt «.t iL. 

pxp. Med. , l££:1430-1435 (1987)) and the malarial parasite 
TK^ai* tnalavi (Selkirk, M-E. et al.. iT, CftU Plochgffl,* 
22£:290 (1968)). Similarly, homologues of GroEL have been 
found among antigens involved in the i mmune response to 

30 ^itnonella f vnhiTmiritam and CPXiellfl (Vodkin, M.H. and 

J.C. Williams, *T. fiaet«riol . 12£:1227 (1988)), as well as 
Bordetella pertussis (Del Giudice # G., £t $1*., g, of Imm ,, 
ISO ; 2025-2032 (1993)1- The presence of stress proteins 
among major immune targets in a variety of human pathogens 

35 is support for the idea that the stress response may be a 
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general component of infection and that stress proteins 
should be considered among candidates for eubunit 
vaccines. All organisms respond to heat by inducing 
synthesis of heat shock proteins (hsp) , which are a group 
5 of proteins. This response i6 the most highly conserved 
genetic system known and has been shown to occur in every 
organism, including microorganisms, plants and animals, 
investigated to date. Many of the characteristics of the 
response are common to all organisms and the hsp are among 

10 the most highly conserved proteins known. For example, 
hsp90 family and hsp70 family proteins are present in 
widely diverse organisms. The proteins in each family — 
even in such diverse organisms— show approximately 50V 
identity at the amino acid level and at the nonidentical 

15 residues, exhibit many similarities- Several of the 

proteins induced by heat are also induced by a variety of 
other stresses. The hsps or a closely related/similar 
protein are present in all organisms at normal 
temperatures and have been shown to have key functions in 

20 normal cell metabolism. Lindquist, S. and E.A. Craig, 
Ann. Rev. Genet. . 22:631-677 (19*88). Because the stress 
response is common to prokaryotes and eukaryotes and 
stress proteins are among the most highly conserved in 
sequence, it is reasonable to expect that an antigen from 

•25 one pathogen could immunize against another pathogen. 

Exposure to foreign stress proteins early in life might, 
in fact, induce a degree a immunity to a variety of 
infectious agents. If so, this could provide an 
explanation for the observation that, for many pathogens, 

30 only a fraction of infected individuals actually acquire 
clinical disease. > 

The following is a description of* the relationship 
which lias been observed between stress proteins and the 
immune response to mycobacterial infection; of the 

35 observation and supporting information that stress 
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proteins are immune targets in many infections by 
pathogens; of the role of stress proteins as immune 
targets in transformed cells; of recognition of the fact 
that the immune response to conserved stress protein 
S determinants may play an important role in autoimmune 

pathology in rheumatoid arthritis, as well as in adjuvant 
arthritis; and of the role of stress proteins in immune 
surveillance, as well as a model proposed for immune 
surveillance in which self-reactive T cells provide a 
10 first line of defense against infection and cell 
transformation. 

Mycobacterial Stress Proteins are Targets o f the Immune 
Response 

An intriguing relationship between stress proteins 

IS and the immune response to "mycobacterial infection has 
been observed. A more detailed examination of stress 
protein determinants and immune response mechanisms is 
essential to understanding the relationship among stress 
proteins, infection, and immunity, 

20 In view of the involvement of proteins of 

tuberculosis and M. leprae in humoral and cell -mediated 
immune responses and to establish the functions of these 
proteins in the mycobacterial cell, the DNA encoding 
several of the M. tuberculosis and tt. leprae antigens have 

25 been sequenced. The results, discussed in Example 1, 
demonstrate that many of these mycobacterial protein 
antigens exhibit striking sequence similarity to known 
stress-induced proteins. Three of the «. leprae and two 
of the m. tuberculosis protein antigens studied have been 

30 shown to exhibit striking sequence similarity to known 
stress proteins. For reasons discussed in Example 1, it 
is concluded that two of the tt. leprae and two of the 1L. 
tuberculosis antigens are homologues of the £ T Co}ft DnaK 
and GroEL proteins. 
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In mice, immunization with mycobacterial lysates 
elicits antibody responses to at least six M. tuberculosis 
protein antigens and a similar number of M. leprae protein 
antigens. Monoclonal antibodies specific for these 
5 proteins have been used to isolate clones from Xgtll DNA 
expression libraries of m. tuberculosis and M, leprae* 
The sequence of the DNA clones revealed that mycobacterial 
hsp70 (alias 70 kDa antigen) and hsp60 (alias 65 kDa 
antigen, firoEL) ««« the major targets of the murine 

10 antibody response to both M- tuberculosis and fl, leprae. 
Two additional hsp, an 16 kDa member of the small hsp 
family and a 12 kDa horaologue of groES, were found, among 
the M. leprae and M. tuberculosis antigens. Young, D.B., 
*t al. . Rrad ' Sci " PSA ' £i^267-4270 (1988); 

IS Shinnick, T.M., et al. , Wuc. Acids Res., 12:1254 (1989). 
. The mycobacterial stress proteins are among the 
immunodominant targets of both murine antibody and T cell 
responses- In one study which summarized results obtained 
from 10 laboratories, a collection of 24 murine monoclonal 

20 antibodies recognized € M. leprae proteins; 7 of these 
antibodies are directed against 6 different determinants 
in the M. leprae hsp60. Engers, H.D., et al t , Jnf ect , 
Imrnun. , 48:603-605 (1965); Mehra, V., et frl..* Proc, Ffltl . 
ar^. ficl.. USA . 12:7013-7017 (1986.). In a similar study, 

25 3 of 33 monoclonal antibodies raised against 1L. 

Tuberculosis recognized the tuberculosis hsp60 protein. 
Engers, H.D., et al. . Tnfect, Jtinmun,, £1:718-720 (1986). 
Finally, limiting dilution analysis indicates that 20% of 
the mycobacterial-reactive CD4* T lymphocytes in aice 

30. immunized with V- tuberculosis recognize this antigen. 
Kaufmann, S.H., et al. . pur, J, Tmrnunpl , , 12:351-357 
(1987). 

Although a rigo rou s quantitative analysis of the 
human immune response to mycobacterial stress proteins has 
35 not yet been reported, mycobacterial stress proteins are 
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recognized by human antibodies and T lymphocytes and the 
evidence suggests that these proteins are among the major 
targets of the human cell mediated immune response, 
Eramrich. F., et al. , Exp, M^,, i£l :1024-1029 (1985); 
5 Mustafa, A.S., et al. , FTatyre, (London). H£:63-66 (1986); 
Oftung, F., et al. . J. Immunol.. 128:927-931 (1987) Lamb, 
J.R., et al. . J. . 6:1245-1249 (1987). T lymphocytes 

from patients with mycobacterial infection or from 
volunteers immunized with mycobacteria have been cloned 
10 and tested for their ability to recognize the 

mycobacterial stress proteins. In each of these studies, 
some fraction of the human T cell clones were shown to 
recognize one or more of the mycobacterial stress 
proteins . 

13 Stress "Proteins Tire Ttnmune Targets In Infections bv 

Pathogens 

The observation that stress proteins are important 
targets of the immune response to mycobacterial infection 
and the knowledge that the major stress proteins are 

20 conserved and abundant in other organisms suggested that 
stress proteins are likely to be immune targets in many 
infections by pathogens. Indeed, that is now clearly the 
case. Antigens from a wide variety of infectious agents 
have been identified as members of stress protein 

25 families. The major stress protein antigen recognized by 
antibodies in bacterial infections is hsp60. -Common 
antigen* « an immunodominant protein antigen long known t 
be shared by most bacterial species, turns out to be 
hsp60. Shitmick, T.M., gt a l , , * Tnf«ct, 7™*^., ££:446 

30 (1988); Thole, J.E.R., et al. , Hjcrobjal Pathogenesis, 

4.;71-83 (1968). .Stress proteins have also been identified 
as immune targets in most major human parasite infections. 
Bianco, A.E., et al. , proc, patf, ft™d. Sci, ?SA, 13:8713 
(1986); Nene, V.. ft al. . MoT. Blochem. ParasitoL, 21:179 
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(1986); Ardeshir, F. , et EMPQ fl,. 6:493 (1987); 

Hedstrora, R., et al, , J. Exp, Med. , 265:1430 (1987); 
Selkirk, M.E.. et al. , J. Cell Biochem. . 12fi:290 (1988), 
Engman, D.M., et al. , J. Cell Biochem;, 12£: Supplement, 
5 290 (1988); Smith, D.F., et al . . J. Cell Biochem.. 122:296 
(1968) * Antibodies to hsp70 have been identified in the 
sera of patients suffering from malaria, trypanosomiasis, 
leishmaniasis, schistosomiasis and filariasis. Hsp90 is 
also a target of antibodies in trypanosomiasis and a 

10 member of the small hsp family is recognized in some 
patients with schistosomiasis. 

Proteins homologous to stress proteins have also been 
identified in viruses. Recently, a protein encoded by the 
RNA genome of the Beet Yellows Closterovirus , a plant 

as virus, has been shown to be homologous to hsp70. 

Agranovsky, A.A. , et al,., Mpl, Bjo]L,, 212: 603-610 
(1991) . In addition, stress protein induction occurs in 
eukaryotic cells following infection by diverse viruses in 
vitro . Collins, P.L., and Hightower, L.E., J t Vjrpl,, 

20 11:703-707 (1982); Nevins, J.R., Cell . 2£:913-939 (1982); 
Garry, R.F. et al. . Virology . 121:391-332 (1988); 
Khandjian, E.W. and Turler, H., Mol. Cell Biol., 2:1-8 

(1983) ; LaThangue, N.B., et al.. EMBO J.. 2:267-277 

(1984) ; Jindal, S. and Young, R., J. Viral. ££i.5357-5362 
25 (1992) . CTL that recognize these aeo-antigens could limit 

the spread of virus by killing infected cells, possibly 
before substantial amounts of mature virus are assembled, 
and by secreting the lymphokine -y- interferon. Pestka, S., 
y frf h ^rtft FnTvmol . . Interferons, Part A. « Vol- 79 

30 Academic Press, New York, pp. 667 (1981) • Evidence 
consistent with this idea is emerging, Koga al,., 
(1989) have shown that infection of primary murine 
macrophages with CMV rendered them susceptible as targets 
for MHC-I restricted CD8 # CTL specific for linear epitopes 

3S of V tuberculosis hsp60. Koga, T,, £t aj^. (1989). 
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Although the epitope recognized by these CTL on infected 
macrophages was not defined, it is 'tempting to speculate 
that a cross -reactivity with self hsp60 epitopes is being 
observed. Indeed, the same groups showed that a 
5 homologous hsp60 is constitutively present in macrophages 
and is upregulated by 7- interferon stimulation. 

jgi- r Ac W protein sb Immune Target c Iti Transformed Cells 

Stress proteins appear to be produced at high levels 
in at least some transformed cells. Bensaude, 0. and 

10 Morange, M., EMBO J « « 2: 173-177 (1983). An 86 kDA murine 
tumor antigen has been found to be homologous to . 
representatives of the hsp90 family in yeast and 
nrosophila . Ullrich, proc. F?tl . Scj,, VSft, 

83: 3121-3125 (1986)- Immunization of mice with the 

as purified protein led to inhibition of tumor growth in 95% 
of experimental animals that had been seeded with cultured 
tumor cells. All of the protected mice had high titers of 
anti-hsp90 serum antibody which was able to precipitate 
murine hsp90 from lysates of heat shocked mouse embryo 

20 cells. Again, a role for autoreactive lymphocytes is 

implied, since T cells capable of recognizing autologous 
cells stressed by transformation could help eliminate 
nascent tumor cells. 



stress Pryt-MTis an d Autoimmune Processes 

Rheumatoid arthritis is characterized by a chronic 
proliferative and inflammatory reaction in synovial 
membranes which is thought to involve autoimmune 
processes. Rat adjuvant arthritis resembles human 
rheumatoid arthritis in many respects, and has been used 
as an experimental animal model for human disease, 
Pearson, CM.. fi<r+M*l* Rheum.. 2:00-86 (1964). Adjuvant 
arthritis can be induced in rats with a single intradermal 
injection of killed H. t-MWculosis in complete Freund's 
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adjuvant. An autoimmune process involving T lymphocytes 
appears to be responsible for the generation of the 
disease. Holoshitz, J., et al.. Science, 211'- 56-58 
(1983) . T cell lines isolated from the draining lymph 
5 nodes of arthritic rats and propagated in vitro by 

stimulation with M. tuberculosis -pulsed syngeneic antigen 
presenting cells can cause a transient form of the disease 
when transferred to irradiated rats . Since care was taken 
in these experiments to exclude the transfer of 

10 contaminating M. tuberculosis , this result strongly 

suggests that the clinical effects of the disease are a 
consequence of an autoimmune reaction in which the •* 
autoantigeri is shared with M. tuberculosis. 

The rat and M. tuberculosis antigens recognized by 

as the arthritogenic T cells have been nought for a number of 
years. A number of different proteins present in synovial 
membranes have been proposed to be the cross -reactive rat 
antigen, but were later discounted as procedures for the 
purification of these proteins improved, van Eden, *W., ££ 

20 ai., Prng. Natl. Acad. Sci.. tJSA, £2:5117-5120 (1985); 

Holoshitz, J., et al. . gc^ence, 212:56-58 (1983). The ^ 
tuberculosis antigen recognized by the arthritogenic T 
cells was recently shown to be a 65 kDa protein (van Eden, 
W.. et al. . Nature , 221:171 (1988), which has now been 

2S shown to be hsp60 <see the Example 1)- Using a 

combination of truncated recombinant 65 JcDa proteins and 
peptides, a nine amino acid epitope of hsp60 has been 
identified as the minimum stimulatory sequence for 
arthritogenic T cell clones in -proliferation assays. -Now 

30 that it is clear that some arthritogenic T cells recognize 
the mycobacterial hsp60, it is quite possible that the rat 
autoantigen is also hsp60. 

The results r^*-**™* in adjuvant arthritis model 
led investigators to determine whether T lymphocytes from 

35 human rheumatoid arthritis patients also recognize 
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mycobacterial antigens. These investigators have found 
not only that patients with rheumatoid arthritis have T 
cells that recognize m. tuberculosis antigens, but that 
these T cells have diverse phenotypes. Substantial 
5 proliferative responses to mycobacterial extracts are 
observed with uncloned T cells (predominantly CD4*) from 
both synovial infiltrates and peripheral blood, although 
responses are generally greater in synovial infiltrates. 
Abraharason, T.G., et al. , gcand, J, ymmunp;,, 7:81-90 

10 (1978); Holoshitz, J., et al . . Lancet jj, 305-306 (1986). 
Holoshitz et al. found that 4 of 5 T cell clones isolated 
from human rheumatoid synovia which respond to fcL„ ■ 
i-iihprculosis antigens were CD4" CD8* cells with y/6 T cell 
receptors. Holoshitz, J., et al. , fiature, Hi: 226-229 

15 (1989). This observation is interesting because y/6 T 

cells have yet to be assigned a role in immunity. One of 
the y/6 clones was tested for its ability to respond to 
purified mycobacterial hsp60 and was found to be positive 
in proliferation assays. Due to the conserved nature of 

20 stress proteins, these T cells have the potential for 
autoreactivity. Lamb and coworkers have shown that 
polyclonal T cells from synovial infiltrates recognize 
both mycobacterial hsp60 and hsp70. I*amb, J.R., efc a?,,, 
Tntl- Immunol. , in press (1989) . The population of T 

25 cells that recognize the mycobacterial stress proteins 

were shown to respond to p. coli hsp60 and hsp70 and, most 
interestingly, human hsp70 purified from heat shocked 
macrophages. Thus, immune responses to conserved stress 
protein determinants, perhaps initiated by bacterial 

30 infection (not necessarily by mycobacteria) 4 may play an 
important role in autoimmune pathology in rheumatoid 
arthritis, as well as in adjuvant arthritis. 
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ftrefig Proteins and Im mune Surveillance 

A variety of different T cell types has now been 
shown to recognize highly conserved stress protein 
determinants. The ability of cells to respond to str ss 
5 by increasing the levels of the highly conserved stress 

proteins; the presence of T cells of diverse phenotypes in ' 
healthy individuals that are capable of recognizing self 
stress protein determinants; and observations that stress 
responses are induced by pathogenic infections and by cell 

10 transformation, all suggest a model of immune surveillance 
in which self-reactive T cells provide a first line of 
defense against infection and transformation by 
recognizing and helping to eliminate stressed autologous 
cells, as well as cells infected with intracellular 

15 pathogens. The pool of lymphocytes that recognize 

conserved stress protein determinants wight be induced 
during establishment of natural microbial flora on the 
skin and in the gut, and maintained by frequent 
stimulation by pathogens, such as bacteria and viruses, as 

20 well as other stressful stimuli encountered during a 
normal lifetime. This model is attractive because it 
provides a way in which the immune system could exploit 
the existence of conserved epitopes in stress proteins to 
respond immediately to antigenically diverse pathogens and 

25 cellular changes* producing an in\t 1a1 d ef ense that need 
not await the development of immunity to* novel antigens. 

The lymphocytes which recognize conserved stress 
protein determinants must be capable of discriminating 
between normal and stressed cells. Since many stress 

30 proteins are constrtutively expressed in normal cells, 
although at lower levels than in stressed cells, the 
potential for autoreactivity is ever-present.. Normal 
cells may escape destruction by expressing only 
substimulatory levels of stress protein determinants on 

35 their surfaces. In addition, stress proteins may only be 
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processed and presented during stress, and it may be 
relevant that many stress proteins have altered 
intracellular locations during stress. Finally, immune 
regulatory networks may prevent activation of autoreactive 
5 T cells under normal conditions. The regulatory 

constraints required by this system might occasionally 
break down, perhaps during stress caused by bacterial or 
viral infections, leading to autoimmune disease. 
Rheumatoid arthritis may be such a disease. 

10 Modulatio n of Immune Response 

The precise relationship between stress proteins and 
the host immune response to infection is as yet undefined. 
When cells are subjected to a variety of stresses, they 
respond by selectively increasing the synthesis of a 

15 limited set of stress proteins. Some stress proteins, 
including the products of DnaK and GroEL, are major 
constituents of the cell under normal growth conditions 
and are induced to even higher levels during stress. 
Lindquist, S., finnu. Rev. Biochem. 55: 1151-1191 (1986); 

20 Neidhardt, F.C. and R.A. VanBogelen, In Escherichia coli 
and Salmonella Typhi murium . Cellular and Molecular 
Biology, (eds. Neidhardt, F.C. , Ingraham, J.L. I-ow, K.B. 
Magasanik, B. Schaechter, M. and Umbarger, E.E.) Am. Soc. 
Microbiol., Washington, B.C., pp. 1134-1345 (1987). It 

25 has now been demonstrated that stress-related proteins are 
targets of the immune response. Young, D. ££ al. . Free, 
Wafcl. Acad. Sei. USA, J£i.4267-4270 (1988) . It is 
reasonable to expect that iwimn i o do ininnnt antigens would be 
found among such abundant proteins, as has now been shown 

30 to be the case. 

According to the method of the present invention, it 
is possible to TOodulate the immune response in an 
individual, such as a human, other mammal or other 
vertebrate, by altering the individual's response to 
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stress proteins. In particular, it is possible to enhance 
or induce an individual's response to a pathogen (e.g., 
bacteria, virus, parasites, or other organism or agent, 
such as toxins, toxoids) or to cancer cells or enhance or 
5 induce an upregulation of an individual's immune status 
(such as in an immune compromised individual or HIV- 
infected individual); and to decrease an individual's 
autoimmune response, such as occurs in some forms of 
arthritis. In addition, administration of a stress 

10 protein using the method of the present invention provides, 
protection against subsequent infection by a pathogen. As 
demonstrated herein, stress proteins contain regions of 
highly conserved amino acid sequences and have been shown 
to be major immunodominant antigens in bacterial and other 

15 infections. Therefore, it is reasonable to expect strese 
proteins can be used to elicit strong immune responses 
against a variety of pathogens. The stress protein 
administered to induce or enhance an immune response to 
pathogens can be the stress protein of the pathogen 

20 against which an immune response is desired or other 

stress protein, a portion of that protein of sufficient 
size to stimulate the desired immune response or a protein 
or amino acid sequence which is the functional equivalent 
of the stress protein in that it is sufficiently 

25 homologous In amino acid sequence to that of the stress 
protein to be capable of eliciting the desired response 
(an immune response substantially similar to that which 
occurs in response to the stress protein) in the 
Individual to whom it Is administered. The term 

30 •sufficiently homologous in amino acid sequence to that of 
the stress protein" means that the amino acid sequence of 
the protein or polypeptide will generally show at least 
40% identity with the stress protein amino acid sequence; 
in some cases, the amino acid sequence of a functional 
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equivalent exhibits approximately 50V identity with the 
amino acid sequence of the stress protein. 

Any stress-induced proteins or their functional 
equivalents can be used by the. present invention to 
5 enhance or induce an immune response in an individual 
(e.g. a human, other mammal or vertebrate), against an 
infection by a pathogen, for immunotherapy against cancer 
cells, for generally upregulating an individual's immune 
status and for use in inducing immune tolerance in an 

10 individual or animal. 

The stress proteins of the present invention can be 
administered in a variety of ways to modulate the immune 
response of an individual (e.g.. a human, other mammal or 
other vertebrate) . In one embodiment, the szxess protein 

15 is administered as a vaccine which is comprised of the 

stress protein or a portion of the stress protein vhich is 
of sufficient size to stimulate the desired immune 
response. In this embodiment, the vaccine can be a 
•specific vaccine" which contains a specific stress 

20 protein of a particular pathogen against which an immune 
response is desired, such as a bacterial stress protein. 
In this case, since the pathogen's stress proteins are 
distinguishable from those of the host, it is possible to 
induce an immunoprophylactic response specific to the 

25 pathogen's stress proteins. Blander, S.J., £t sLl# ±L. 

^Hn. Invest. . 21:717-723 (1993) - This can be carried out 
by administering a vaccine which includes all or a portion 
(e.g., sufficient amino acid sequence to have the desired 
stimulatory effect on immune response) of the pathogen's 

30 stress protein or of another protein having an amino acid 
sequence sufficiently similar to that of the stress 
protein sequence to stimulate the immune response to the 
pathogen's stress protein. Alternatively, in the case of 
a pathogen which does not contain stress proteins, (e.g. 

35 some viruses) or in the condition of neoplasia, stress 
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proteins or highly conserved stress protein determinants, 
such as those shown to be recognized by a variety of T 
cells, can be administered as a type of "general* vaccine 
to achieve an upregulation of the immune response* 
5 Administration of such a vaccine will enhance the existing 
immune surveillance .system. Tor instance* a vaccine which 
includes a bacterial, or other stress protein can be 
administered to enhance the immune system which will 
result in an immune response against a pathogen which does 

10 not contain stress proteins. Alternatively, this type of 
•general* vaccine can be used to enhanqe an individual's 
immune response against cancer or to generally upregulate 
an individual's immune status, such as in an immune 
compromised individual (e.g., an individual undergoing 

IS chemotherapy or an HIV-infected individual) „ In either 

case of this embodiment X specific or general vaccine) , the 
immune response to the stress protein sequence will be 
increased and effects of the pathogen, disease condition 
or immune impairment will be reduced (decreased, prevented 

20 or eliminated) . 

In another embodiment, stress proteins can be used to 
enhance immune surveillance by applying local heat or any 
other substances or changes in condition which induce the 
stress response in the individual being treated. (This 

2S c*n also he employed in conjunction with the specific 

vaccine, described previously, administered to enhan ce an 
immune response to a stress protein-containing pathogen or 
in conjunction with the general vaccine, described above, 
administered to enhance the immune response against a 

30 pathogen which does not contain its own stress proteins, 
cancer, or to upregulate the immune status of an 
individual). For example, it is known that increased 
levels of stress proteins are produced in many types of 
cancer cells. Therefore, enhancement of the immune 

35 surveillance system, using this embodiment of the present 
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Invention as described, can be used to facilitate 
destruction and/or to prevent progression or establishment 
of cancer cells, 

One method of the present invention can also be used 
S to modify or modulate an individual's response to his or 
her own cells {e.g., as in autoimmune diseases}. There 
axe at least two ways in which the present invention can 
be used immuno therapeutically. Tirst, stress proteins, 
such as heat shock proteins (e.g., hsp 70 and hsp60) , are 

10 known to be involved in autoimmune disease. It is, thus, 
possible to turn down an individual's immune response, 
resulting in the individual becoming more tolerant of the 
protein. Second, because it is known that under some 
circumstances, one component of the Immune response in 

15 certain autoimmune diseases can be to stress proteins, it 
is possible *o selectively inhibit or interfere with the 
ability of immune cells which normally interact with such 
proteins to do so. This can be done, for example, by 
administering monoclonal antibodies that bind to specific 

20 T cell receptors and delete or disable such cells. ^ 

Alternatively, rather than knocking out immune cells, the 
stress response in cells can be turned down by 
administering a drug capable of reducing a cell's ability 
to undergo the stress response. For example, a drug 

25 targeted to or specific for heat shock transcription 

factor, which is needed to stimulate heat shock genes, can 
be administered. The transcription factor is rendered 
nonfunctional or subfunctional and, as a result, cells' 
ability to undergo the stress response is also lessened. 

30 in another embodiment of the present invention, the 

stress protein is administered as a vaccine which is 
comprised of two moieties: a stress protein and another 
substance {referred to as an antigen, e.g. protein, 
peptide, carbohydrate, lipid, organic molecule) against 

35 which an immune response is desired. The two moieties are 
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conjugated or joined to form a single unit. Conjugation 
can be achieved by chemical means (e.g. through a covalent 
bond between the stress protein and the second moiety) or, 
as demonstrated in Example 2, by recombinant techniques. 
5 If recombinant techniques are used to produce the 

conjugate, the result is a recombinant fusion protein 
which includes the stress protein and the antigen in a 
single molecule. This makes it possible to produce and 
purifiy a single recombinant molecule in the vaccine 

10 production process. In this embodiment, the stress 

protein can be seen to act as an adjuvant-free carrier, 
and it stimulates strong humoral and T cell responses to 
the substance to which the stress protein is fused. The 
stress protein can be conjugated to any substance against 

15 which an immune response is desired or to a portion of the 
substance sufficient to induce an immune response in an 
individual to whom it is administered. The substance 
includes but is not limited to proteins, peptides, 
oligosaccharides, lipids, carbohydrates, organic molecules 

20 or a combination thereof. Barrios, C. al , , Fvr. J t 
Itnmun. , 22=136S-1372 (1992). Recent evidence 
demonstrating the effectiveness of such a vaccine 
indicates that mycobacterial hsp70 proteins when 
conjugated to other proteins act as adjuvant- free 

25 carriers. Iaissow, A.R., et al.. Bur. J. Itnmun.. 21:2297- 
2302 (1991) • The humoral Immune response to some peptides 
conjugated to mycobacterial hsp70 administered without any 
adjuvant was very similar to the antibody response to the 
same peptides administered in Freund's complete adjuvant. 

30 Lussow, A.R., £t T^r. J. Tmmun.. 21:2297-2302 (1991). 

Barrios, C. £t fil^. * T - Tmmm.. 2251365-1372 (1992). 

The present invention also relates to compositions 
comprising a stress protein joined to another component , 
such as a fusion protein in which a stress protein is 

35 fused to an antigen. 
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As demonstrated in Example 3, the HIV p24 gag gene 
was subcloned into the stress protein fusion vector pKS70 
(Figure 6) , containing the T7 RNA polymerase promoter, a 
polylinker and the mycobacterial tuberculosis hsp70 gene. 
5 The resulting vector pKS72 (Figure €) was used to produce 
the p24-hsp70 fusion protein In -E. call* Ad j uvant -ire e , 
purified p24-hsp70 fusion protein was injected into fialb/c 
mice and as shown in Figure 7, the anti-p24 antibody titer 
was 2.7 orders of magnitude higher in mice injected with 

10 the p24-hsp70 fusion protein than in mice injected with 
p24 alone or hsp70 alone. Mice injected with p24 and the 
adjuvant, alum, also produced an antibody response to p24. 
Finally, a demonstrable T cell response was seen in mice 
injected with the p24-hsp70 fusion protein and in mice 

15 injected with p24 alone. 

In another embodiment x>Z the present invention, the 
stress protein or a portion of the stress protein which is 
of sufficient size to stimulate an immune response or an 
equivalent, is administered as an adjuvant, with another 

20 substance (referred to as an antigen) against whi*ch an 
immune response is desired. The stress protein can be 
used as an adjuvant with any substance or antigen against 
which an immune response is desired or to a portion of the 
substance sufficient to induce an immune response in an 

25 individual to whom it is administered. The substance 
includes proteins, peptides, oligosaccharides, lipids, 
carbohydrates, organic molecules or a combination thereof. 

The stress protein, stress protein portion, stress 
protein functional equivalent and the substance to which 

30 the stress protein is fused or conjugated present in the 
vaccine can be produced or obtained using known 
techniques. For example, the stress protein or stress 
protein portion can be obtained (isolated) from a source 
in which it occurs in nature, can be produced by cloning 

35 *nri expressing a gene encoding the desired stress protein 
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or stress protein portion or can be synthesized chemically 
or mechanically • 

An effective dosage of the stress proteins of the 
present invention as vaccines or adjuvants, to elicit 
• 5 specific cellular and humoral immunity to stress proteins, 
or to substances conjugated to the stress proteins, such 
as proteins or oligosaccharides, is In the range of 0.1 to 
1000 ug hsp per injection, depending on the individual to 
whom the stress protein is being administered. Lussow, 
10 A.R., £tfiL, fttt-. n . Imrmin., 21:2297-2302 (1991K 

Barrios. C. et al^.. Btir. J. Innnun.. 22:1365-1372 (1992) - 
The appropriate dosage of the stress protein for each 
individual will be determined by taking into 
consideration, for example, the particular stress protein 
15 being administered, the type of individual to whom the 

stress protein is being administered, the age and size of 
the individual, the condition being treated or prevented 
and the severity of the condition. Those skilled in the 
art will be able to determine using no more than routine 
20 experimentation, the appropriate dosage to administer to 
an individual. 

Various delivery systems can be used to administer an 
effective dose of the vaccine of the present invention. 
Methods of introduction include, for example, intradermal, 
35 intramuscular, intraperitoneal, intravenous, subcutaneous, 
intranasal, epidural and oral routes. Any other 
convenient route of administration can be used (infusion 
of a bolus injection, infusion of multiple injections over 
time, absorption through epithelial or mucocutaneous 
30 linings such as, oral mucosa, rectal and intestinal 
mucosa) or a series of injections over time. 

The present invention is further illustrated by the 
following exemplification, which is not intended to be 
limiting in any way. 
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pyFMPLTF I CATION 

EXAMPLE 1 isolation and Characteriza tion of Mycobacterial 
pr.reas Pr otein Antigens 

Peeombinan i- toja Clones. The isolation and 
5 characterization of M. tuberculosis and fl f leprae Xgtll 
genomic DNA clones with murine monoclonal antibodies have 
been described, Husson, R.N- and Young, R.A., Proc, Natl. 
jW-ari. Sei.. USA 84; 1673-1683 (1987); Young, R.A., £l .al^. 
Nature (London) 316: 450-452 (1985), DNA was isolated 

10 from these clones and was manipulated by standard * 

procedures, Davis, R.W., Advanced B acterial Genetics: A 
Manual for Genetic Engineering (Cold Spring Harbor I*ab„ , 
Cold Spring Harbor, NY) , (1980) . 

pNA Seou^cfi Analysis. DNA was subcloned into -vector 

15 M13mpl8 or M13mpl9 (New England Biolabs) , as suggested by 
the supplier. Dideoxynucleotide chain- termination 
reactions and gel electrophoresis of the sequenced 
produced were as described. Davis, R.W., Advanced 
Bacterial nineties : A Manual for Genetic Engineering (Cold 

20 Spring Harbor Lab., Cold Spring Harbor, NY), (1980) . DNA 
sequences were determined for both strands of DNA. 
Computer analysis of sequences with DWGCG programs was as 
described by Devereux, J. , al. « Nucleic Acids Res,, 12 : 
387-395 (1984). 

25 Tmrntinoblot Analysis. Escherichia coil strain TGI was 

transformed with the following plasmids by standard 
procedures (Mania tie, e£ al.. Molecular Cloning. A 
Laboratory Manual (Cold Spring Harbor Lab., Cold Spring 
Harbor, NY) (1982) , with selection for ampicillin 

30 resistances pNDS, a derivative of pBR325 containing the 

coli Groin, genes (Jenkins, A.J., £t Mol i <S?P- <?eneti * 

202: 446-454 (1986); pUCB (Vic, J., gene, 19*: 259-268 
(19 B2) ; pUC8 with insert DNA for Xgtll clone Y3178 (H^ 
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^eorae 65-kDa antigen, Young, R.A., £t al , , ffature, 
(London) 316: 450-452 (1985)) ligated in the FcoR? site. 

Overnight cultures of E. coli strains in Luria- 
Bertani OS) medium were centrifuged and resuepended in 
5 isotonic phosphate-buffered saline at a cell density 
corresponding to an absorbance of 2 at COO nm. An equal 
volume of sample buffer containing 2k (wt/vol) NaDodSo 4 
was added, and, after heating on a boiling water bath for 
2 min, samples were electrophoresed on 12V (wt/vol) 
10 polyacrylamide gels in the presence of NaDodSO^ Blots 
were prepared by electrophoretic transfer of the proteins 
to a nitrocellulose membrane, and binding of monoclonal 
antibodies was assayed with a peroxidase-conjugated 
secondary antibody as described. Young, D.B., £fc aj t , 
15 Tnfeet. Inrmun. , 55: 1421-1425 (1987)- 

Six fl , tuberculosis and six M. leprae proteins have 
been implicated in the immune response to the 
mycobacterial pathogens (Table i) . To obtain clues to the 
normal cellular function of several of these mycobacterial 
20 antigens, DNA clones encoding these proteins, isolated by 
using monoclonal antibodies to probe lambda gtll libraries 
(Husson, R.N. and Young, R.A. , Proc. Natl . Acad. Sci.. 
USA . 84: 1679-1683 (1987); Young, R.A., £t &L^i l^ure, 
(London) 316: 450-452 (1985)) were subjected to sequence 
2S analysis- The sequences e l uc id at ed have been submitted to 
the GenBank sequence database. 

The Mvcob?rM-*rlal 7 1 -W Ha Antigen. The 71-k Da 
antigen of M i tuberculosis io recognized by human T cells 
during Infection (Table A) - 
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Mycobacterial protein antigens, their recognition by 
human T cells, and homology of the deduced znycobacterial 
protein sequences to known proteins are summarized- ND, . 
not determined; yes; no 

* Includes data derived from study of the 65 -kDA 
antigens of M. bovis BOG (Bacillus Calmette-Gurein) . which 
is identical to the M, tuberculosis 6S-KDA antigen. 
+ A.S, Mustafa, J.R. Lamb, D. Young and R.A. Young, 
unpublished data. 
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The insert DKA of lambdagtll clone Y3271 (Husson, 
R.N., ^ aL, proc. Natl. Acad. Sci . USA, 84: 1679-1683 
(1987) , was sequenced to obtain amino acid sequence 
information for the 71-kDa antigen of H. tuberculosis, 
s This clone produces a beta-galactosidase fusion protein 
containing the caxboacyi- terminal one- third of the 71-kDa 
antigen exhibiting 40% amino acid sequence identity with 
the comparable segment of the dnaK gene product from JL_ 
coli (Bardwell, J.C., et sL, proc, , gci., USA, 81: 

ao 848-852 (1984)), (Fig, 1) • Figure 1A shows the extent of 
sequence similarity between portions of the mycobacterial 
and the E. coli 70-k Da polypeptides. Sequences - 
transcriptionally downstream from the mycobacterial 71-k 
Da gene predict a 356-amino acid protein homologous to the 

is F, mil dnaJ gene product (unpublished data) , indicating 
that the f, ™M dnaK-dnaJ operon structure is conserved 
in m. tuberculosis and consistent with the conclusion that 
the mycobacterial 71-kDa antigen is a homologue of the ]L_ 
coll dnaK gene product. The product of the flnaK; gene is a 

20 member of the 70-kDa heat shock protein family that is 
highly conserved among prokaryotes and eukaryotes 
- (Bardwell, J.C., et aL., Proc. Natl. Acad. Set., USA, 81: 
848-852 (1984); Lindquist, S., Annu. Rev. Biochem., 55: 
1151-1191 (1986), 

as The leprae 70-k Da antigen cross-reacts with 

monoclonal antibodies directed to the flt tuberculpsjs 70- 
kDa antigen. Y 1 tuberculosis and M. leprae are both 
members of the 70-k Da heat shock protein family of stress 
proteins . 

30 The TTTVCoba ri-erlal 6^-kDa antigen. The 65-kDa 

antigens of ft- tuberculosis and leprae are involved in 
the human T-cell response to mycobacterial infection 
(Table 1) - Genes encoding these proteins have been 
isolated (Husson, R.N. , and Young, R.A. , proc, yatl. ficad. 

35 Set . . USA , 84: 1679-1683 (1987); Young, R.A., aj^. 
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Nature . (London) 316: 450-452 (1985)) and sequenced 
(Shinnick, T.M., J. Bacterid.. 169: 1080-1088 (1987); 
Mehrara, V., e£ al. . Proc. Natl. Acad. Scl . . USA 83: 7013- 
7017 (1986))* revealing that the amino acid sequences of 
5 the €5-)cDa antigens of ft. tuberculosis (SEQ ID NO: 4) and 
M. leprae (SEQ ID NO: 3) are 95% identical. These 
proteins, sequences exhibited no significant sequence 
similarity to proteins in the GenBank database* 

Identification of these proteins was based on the 

10 observation that some monoclonal antibodies directed 

against the mycobacterial 65-kDa antigens cross-react with 
an E. coli protein of 60kDa. E. coli cells transformed 
with the plasmid pND5 (Sanger, F., £t fiL,., Proc f ffatl, 
Arari. Sci. . USA 74: 5463-5467 (1977), which contains the 

is K. coli aro E genes, had been shown to accumulate large 
amounts of the 60-kDa protein. A comparison of the 
mycobacterial 65-kDa protein sequences with those 
determined for E. coli oroEl (C. Woolford, K. Tilly, C. 
Georgopoulous, and R.H., unpublished data) revealed the 

20 extent of the sequence similarity as shown in Figure IB. 

The 60-kDa Gro EL protein is a major stress protein 
in E. coli . Lindquist, S., Annual. Rev. Biochem, , SS: 
1151-1191 (1986); Nature , 333: 330-334 (1988). There is 
some evidence that the mycobacterial 65-kDa proteins 

25 accumulate in response to Btxeaei Mycobacterium bovis BCG 
(bacillus Calmette-Guerin) cultures grown in zinc- 
deficient medium are substantially enriched in this 
protein (De Bruyn, <J. , ££. al. , Jnfprt. Immun. 55: 245-252 
(1987)). This infers that the 65-kDa proteins of HL 

30 tuberculosis and M. leprae are homologues of the Ei cpli 

Gro EL protein. 

other Mycobacteri al Antigens. T lymphocytes that 
respond to the M. tuberculosis 19-kDa antigen and the EL 
leprae 18-kDa antigen have been observed in humans with 
3S tuberculosis and leprosy, respectively (Table 1) . DNA 
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encoding these antigens was sequenced from the Xgtll 
clones Y3148 (Husson, R.N. and Young, R.A., Proc, Fat}, 
pnaAt s^.. USA 84: 1679-1683 (1987) ; and Y3179 (Young. 
R.A., £t fiL*.* pature , (London) 316: 450-452 (1985)), 
respectively. The ft tuberculosis 19-kDa protein sequence 
predicted from the DNA exhibited no significant sequence 
similarity to proteins in the GenBank database. 

However, the M. leprae 18-kDa protein sequence was 
similar to the soybean 17-kDa protein heat shock protein, 
a protein representation of a major class of plant heat 
shock proteins (Schoffl, F. and Van Bogelen, R.A. , In: 
jrgrhprichlP ™1* and salmonella ttvphiTnurium, Cellular and 
Molecular Biology, Am. Soc. Microbiol., Washington, D.C. 
(1987) . 

paMPLE 2 rrm^mcti nTi of Stress Protein-Fusi on Vaccines 
f nr TTse as M-invant-TTftft Carriers in 
fnuminizations 



20 



25 



30 



■ p^mbinam- Fusion Vectors. A series of stress 
protein fusion vectors for use in cjali were constructed 
and are shown in Figure 5. These vectors contain the T7 
RNA polymerase promoter fused to the M. bovis BCG hsp70 
gene or the M. bovis BCG hsp60 gene. The vectors also 
contain a polylinker with multiple cloning sites, 
permitting incorporation of a gene of interest so that the 
antigen encoded by that gene is expressed as a fusion 
protein with the stress protein, A subset of these 
vectors permit incorporation of the foreign gene with a 
coding sequence for a C-terminal 6-Histidine -tag- for 
ease of fusion protein purification. Thus fax, 
recombinant clones have been generated that produce hs P 70 
proteins fused to HIV gag and HIV pol proteins. 
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ptrrificattion of purees pr otein fusions. Two 
strategies have been developed to purify the recombinant 
fusion proteins. The T7 system usually produces such 
large amounts of protein that it forms inclusion bodies, 
s permitting purification by cent rifugat ion. The 

preliminary results Indicate that an hsp70-HIV gag fusion 
protein accounts for about 20% of total IL. coli protein in 
the T7 system. If necessary, other fusion proteins can be 
purified via the 6-Histidine "tag". 

10 EXAMPLE 3 fiTVTTTvANT-FR EE CARRIER EFFECT OF HSP7Q IN VJVO 
The stress protein fusion vector pKS70 (figure 6) # 
containing the T7 RNA polymerase promoter, a polylinker 
and the mycobacterial tuberculosis hsp70 gene, was 
constructed. The HIV p24 gag gene was subcloned into 
as pKS70 xising the Ndel and BamHI sites and the resulting 
pKS72 vector (Figure 6) was used to produce the p24-hsp70 
fusion protein in E, coli. The fusion protein was 
purified as inclusion bodies and further purified using 
ATP -agarose chromatography and MonoQ ion exchange 
20 chromatography. 

The p24-hsp70 protein in phosphate buffered saline 
(PBS), in the absence of an adjuvant, was injected 
intraperitoneal^ into Balb/c mice. As controls, the p24 
protein alone in PBS or the hsp70 protein alone in PBS was 
25 injected into different groups of mice. Three weeks 
later, the mice were boosted and finally, three weeks 
after the boost, the mice were bled. The anti-p24 
antibody titer was then determined by ELISA. Mice 
injected with 25 praoles of p24-hsp70 had antibody levels 
30 2.7 orders of magnitude higher than mice injected with p24 
alone or hsp70 alone (Figure 7) . Results of experiments 
in which mice were injected with p24 and the adjuvant, 
alum, also showed that there was an antibody -response to 
p24. In addition, mice injected with the p24-hs P 70 fusion 
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protein and mice injected with p24 alone produced a 
demonstrable T cell response. 

E quivalents 

Those skilled in the art will recognize, or be able 
to ascertain using no more than routine experimentation, . 
many equivalents to the specific embodiments of the 
invention described specifically herein. Such equivalents 
are intended to be encompassed in the scope of the 
following claims. 
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(1) GENERAL INFORMATION: 

(1) Applicants: Whitehead Institute for Biomedical Research 
and 

He d leal Research Council 
(11) TITL E OF INVENTIONS Stress Trotelns and Uses Therefore 

(111) NUMBER OF SEQUENCES: 4 

liv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Hamilton. Brook. Smith & Reynolds* F.C. 

(B) STREET: 2 Militia Drive 

(C) CITY: Lexington 

(D) STATE: -MA 

(E) COUNTRY: USA 
<F| ZIP* 02173 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible. 

(C) OPERATING SYSTEM: PC -DOS /MS -DOS 

(D) SOFTWARE: Patent In Release 41.0, Version #1.2 S 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 

(C) CLASSIFICATION i 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 08/073,381 

(B) FILING DATE: OA June 1993 
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(vitl) ATTORNEY/AGENT INFORMATION: 

(A) NAME: Granahan, Patricia 

(B) REGISTRATION KDMBER: 32,227 

(C) REFERENCE/SOCKET NUMBER: HHTB 8- 0 6AFA2 

(ix) TELECOMMUNICATION INFORMATION: 
(A) TELEPHONE: (617) 661-6240 



(2) INFORMATION FOR SEQ TO NO:l: 

(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: S7S amino acids 
<B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 



(xi) SEQUENCE DESCRIPTION: SEQ 10 NO:l: 

Met Leu Arg Leu Pro Thr Val Phe Arg Gin Met Arg Pro Val Ser Arg 
IS 10 is 

Val I#eu Ala Pro His Leu Thr Arg Ala Tyr Ala Lya Asp Val Lys Phe 
20 25 30 

Cly Ala Asp Ala Arg Ala Leu Met Leu Gin Gly Val Asp Leu Leu Ala 
35 40 ,45 

Asp Ala Val Ala Val Thr Met Gly Pro Lye Cly Arg Thr Val He He 
50 55 60 

Glu Gin Ser Trp Gly Ser Pro Lys Val Thr Lys Asp Gly Val Thr Val 
£5 70 75 80 
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Ala Lye fier He Asp Leu Lys Asp Lys Tyr Lys Asn lie Cly Ala Lys 
6S 90 95 

Leu Val Gin Asp Val Ala Asn Asn Thr Asn Glu Clu Ala Gly Asp Gly 
100 105 110 

Xnr Thr Thr Ala Thr Val leu Ala Arg Sex JXe Ala lys Glu Gly Phe 
015 120 125 

Glu Lys He Eer Lys Gly Ala Asn Pro Val Glu He Arg Arg Gly Val 
130 135 140 
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Phe Gly Asp Asn Arg Lys Asn Gin Leu Lys Asp Met Ala lie Ala Thr 
30S 310 315 320 

Gly Gly Ala Val Phe Gly Glu Glu Gly Leu Thr Leu Asn Leu Glu Asp 
32S 330. 335 



Val Gin Pro His Asp Leu Gly Lys Val Gly Glu Val He Val Thr Lys 
340 345 350 

Asp Asp Ala Met Leu Leu Lys Gly Lys Gly Asp Lys Ala Gin He Glu 
355 360 36S 

Lys Arg He Gin Glu He He Glu Gin Leu Asp Val Thr Thr Ser Glu 
370 37S 380 

Tyr Glu Lys Glu Lys Leu Asn Glu Arg Leu Ala Lys Leu Ser Asp Gly 
385 390 395 400 

Val Ala Val lieu Lys Val Gly Gly Thr Ser Asp Val Glu Val Asn Glu 
40S 41*> 41S 

Lys Lys Asp Arg Val Thr Asp Ala Leu Asn Ala Thr Arg Ala Ala Val 
420 425 430 

Glu Glu Cly He Val Leu Gly Gly Gly Cys Ala Leu Leu Arg Cys He 
435 440 44S 

Pro Ala Leu Asp Ser Leu Thr Pro Ala Asn Glu Asp Gin Lys He Gly 
450 455 460 

He Glu He He Lys Arg Thr Leu Lys He Pro Ala Met Thr He Ala 
4€S 470 47S 480 

Lys Asn Ala Gly Val Glu Gly Ser Leu He Val GluXys He Met Gin 
485 490 49S 

Ser Ser Ser Glu Val Gly Tyr Asp Ala Met Ala Gly Asp Phe Val Asn 
S00 SOS 510 

Met Val Glu Lys Gly He He Asp Pro Thr Lys Val Val Arg Tte Ala 
515 520 525 
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Leu Leu Asp Ala Ala Gly Val Ala Scr Leu Leu Thr Thr Ala Glu Val 
530 535 540 

Val Val Thr Glu lie Pro Lya Glu Glu Lya Acp Pro Gly Met Gly Ala 
545 550 555 560 

Met Gly Gly Met Gly Gly Xaa Xaa Gly Met Gly Gly Gly Met Phe 
565 570 S7S 

(2) INFORMATION FOR SEQ ID KO:2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 57S amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa 
1 S 10 15 

Xaa Met Ala Xaa Xaa Xaa Xaa Xaa Xaa Xaa Ala Lys Asp Val Lys Phe 
20 2S - 30 

Gly Asn Asp Ala Arg Val Lys Met Leu Arg Gly Val Asn Val Leu Ala 
35 40 45 

Asp Ala Val Lys Val Thr Leu Gly Pro Lys Gly Arg Asn Val Val Leu 
SO SS v 60 

Asp Lys Ser Phe Gly Ala Pro Thr lie Thr Lys Asp Gly Val Ser Val 
6S 70 7S 80 



Ala Arg Glu He Glu Pro Glu Asp Lys Phe Glu Asn Met Gly Ala Gin 
fiS 90 95 
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Met Val Lys Glu Val Ala Ser Lys Ala Asn Asp Ala Ala Gly Asp Gly 
100 105 110 

Thr Thr Thr Ala Thr Val Leu Ala Gin Ala lie lie Thr Glu Gly Leu 
115 120 * 125 

Lys Ala Val Ala Ala Gly Met Asa Pro Met Asp Leu Lya Arg Gly He 
130 13S "0 

Asp Lys Ala Val Thr Ala Ala Val Glu Glu Leu Lys Ala Leu Ser Val 
145 150 15S 1«0 

Pro Cys Ser Asp Ser Lys Ala He Ala Gin Val Gly Thr He Ser Ala 
165 170 175 

Asa Ser Asp Glu Thr Val Gly Lys Leu He Ala Glu Ala Met Asp Lys 
180 185 190 

Val Gly Lys Glu Gly Val He Thr Val Glu Asp Gly Thr Gly Leu Gin 
195 200 205 

Asp Glu Leu Asp Val Val Glu Gly Met Gin Phe Asp Arg Gly Tyr Leu 
210 215 220 

Ser Pro Tyr Phe He Asn Lys Pro Glu Thr Gly Ala Val Glu Leu Glu 
225 230 235 240 

Ser Pro Phe He Leu Leu Ala Asp Lya Lys He Ser Asn He Arg Glu 
245 2S0 255 

Met Leu Pro Val Leu Glu Ala Val Ala Lys Ala Gly Lys Pro Leu Leu 
260 26S 270 

He He Ala Glu Asp Val Glu Gly Glu Ala Leu Ala Thr Ala Val Val 
275 280 285 



Asn Thr lie Arg Gly He Val Lya Val Ala Ala Val Lya .Ala Pro Gly 
290 29S 300 
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phe Gly Asp Arg Arg Lys Ala Met Leu Gin Asp lie Ala Thr Leu Thr 
305 310 315 320 

Gly Gly Thr Val lie Ser Glu Glu Xaa He Gly Met Glu Leu Glu Lye 
325 330 335 

Ala Thr Leu Glu Asp Leu Gly Gin Ala Lye Arg Val Val He Asn Lys 
340 345 350 

Asp Thr Thr Thr He lie Asp Gly Val Gly Glu Glu Ala Ala He Gin 
355 360 365 

Gly Arg Val Ala Gin He Arg Gin Gin He Glu Glu Ala Thr Ser Asp 
370 375 380 

Tyr Asp Arg Glu Lys Leu Gin Glu Arg Val Ala Lys Leu Ala Gly Gly 
^J8S 330 395 400 

Val Ala Val He Lys Val Gly Ala Ala Thr Glu Val Glu Met Lys Glu 
405 410 415 

Lys Lys Ala Arg Val Glu Asp Ala Leu Hi a Ala Thr Arg Ala Ala Val 
420 425 430 

Glu Glu Gly Val Val Ala Gly Gly Gly Val Ala Leu He Arg Val Ala 
435 440 445 

Ser Lys Leu Ala Asp Leu Arg Gly Gin Asn Glu Asp Gin Asn Val Val 
450 455 460 

* Ser Ser Ser Leu Xaa Arg Ala Met Glu Ala Pro Leu Arg Gin He Val 
465 470 475 460 

Leu Asn Cys Gly Glu Glu Pro Ser Val Val Ala Asn Thr Val Lys Gly 
465 490 495 

Gly Asp Gly Asn Tyr Gly Tyr Asn Ala Ala Thr Glu Glu Tyr Gly Asn 
500 SOS 510 
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Ket lie Asp Met Gly He Leu Asp Pro Thr Lys Val Thr Arg 6er Ala 
515 520 S25 

Leu Gin Tyr Ala Ala Ser Val Ala Gly Leu Met He Thr Thr Glu Cya 
530 535 540 

Met Val Thr Asp Leu Pro Lys Asa Aap Xaa Ala Ala Asp Leu Gly Ala 

545 550 555 SCO 

Ala Gly Gly Met Gly Gly Met Gly Gly Met Gly Gly Met Met Xaa 
565 570 575 

(2) INFORMATION FOR SEQ ID N0i3: 

<i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 573 amino acids 
<B) TYPE:- araino add 
<D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: protein 



(xl) SEQUENCE DESCRIPTION: SEQ ID NO:3: 

Met Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa 
15 10 IS 

Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Ala Lys Thr He Ala Tyr 
20 25 30 

Asp Glu Glu Ala Arg Arg Gly Leu Glu Arg Gly Leu Asn Ser Leu Ala 
35 40 45 

Asp Ala Val Lys Val Thr Leu Gly Pro Lys Gly Arg Asn Val Val Leu 
50 55 «0 

Glu Lys Lys Trp Gly Ala Pro Thr lie Thr Asn Asp Gly Val Ser He 
fiS 70 75 80 
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Ala Lye Glu He Glu Leu Glu Asp Pro Tyr Glu Lys lie Gly Ala Glu 
85 90 SS 

Leu Val Lys Glu Val Ala Lya Lys Thr Asp Asp Val Ala Gly Asp Gly 
' 100 105 HO 

Thr Thr Thr Ala Thr Val Leu Ala Gin Ala Leu Val Lye Glu Gly Leu 
115 120 125 

Arg Asa Val Ala Ala Gly Ala Asn Pro Leu Gly Leu Lys Arg Gly lie 
130 135 140 

Glu Lys Ala Val Asp Lys Val Thr Glu Thr Leu Leu Lys Asp Ala Lys 
145 - ISO 155 . 160 

Glu Val Glu Thr Lys Glu Glu He Ala Ala Thr Ala Ala He Ser Ala 
3.65 170 175 

Xaa Gly Asp Gin Ser lie Gly Asp Leu He Ala Glu Ala Met Asp Lys 
180 185 , ISO 

Val Gly Asn Glu Gly Val He Thr Val Glu Glu Ser Asn Thr Phe Gly 
195 200 205 

Leu Gin Leu Glu Leu Thr Glu Gly Met Arg Phe Asp Lys Gly Tyr He 
210 215 220 

Ser Gly Tyr Phe Val Thr Asp Ala Glu Arg Gin Glu Ala Val Leu Glu 
225 230 23S 2*0 

Glu Pro Tyr He Leu Leu Val Ser Ser Lys Val Ser Thr Val Lys Asp 
245 250 2SS 

Leu Leu Pro Leu Leu Glu Lys Val He Gin Ala Gly Lys 6er Leu Leu 
260 2fi5 270 

He He Ala Glu Asp Val Glu Gly Glu Ala Leu 6er Thr Leu Val Val 
275 280 285 

Asn Lys He Arg Gly Thr Phe Lys Ser Val Ala Val Lys Ala Pro Gly 
290 29S 300 
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Phe Gly Asp Arg Arg Lys Ala Met Leu Gin Asp Met Ala He Leu Thr 
305 310 31S 320 

Gly Ala Gin Val He Ser Glu Glu Xaa Val Gly Leu Thr Leu Glu Asn 
' 325 330 335 

Thr Asp Leu Ser Leu Leu Gly Lye Ala Arg Lys Val Val Met Thr Lyo 
340 345 350 

Asp Glu Thr Thr He Val Glu Gly Ala Gly Asp Thr Asp Ala He Ala 
355 360 365 

Gly Arg Val Ala Gin He Arg Thr Glu lie Glu Asn Ser Asp Ser Asp 
370 375 380 

Tyr Asp Arg Glu Lys Leu Gin Glu Arg Leu Ala Lys Leu Ala Gly Gly 
385 390 395 400 

Val Ala Val He Lys Ala Gly Ala Ala Thr Glu Val Gin Leu Lys Glu 
40S 410 415 

Arg Lys Bis Arg He Glu Asp Ala Val Arg Asn Ala Lys Ala Ala Val 
420 42S 430 

Glu Glu Gly He Val Ala Gly Gly Gly Val Thr Leu Leu Gin Ala Ala 
435 440 445 

Pro Ala Leu Asp Lys Leu Lys Leu Thr Gly Asp Glu Ala Thr Xaa Gly 
4S0 4S5 460 

Ala Asn He Val Lys Val Ala Leu Glu Ala Pro Leu Lys Gin He Ala 
465 470 475 460 

Phe Asn Ser Gly Met Glu Pro Gly Val Val Ala Glu Lyo Val Arg Asn 
405 490 495 

Leu Ser Val Gly His Gly Leu Asn Ala Ala Thr Gly Glu Tyr Glu Asp 
500 SOS S10 



Leu Leu Lys Ala Gly Val Ala Asp Pro Val Lys Val Thr Arg Ser Ala 
SIS 520 S25 
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Leu Gin Asn Ala Ala Ser lie Ala Gly Leu Phe Thr Thr Xaa Glu Ala 
S30 535 540 

Val Val Ala Asp Lyo Pro Glu Lya Thr Ala Ala Pro Ala Ser Asp Pro 
S4S 550 S5S 560 

Thr Gly Gly ttet Gly Gly Xaa Met Asp Xaa Xaa Xaa Phe 

565 570 

(2 J INFORMATION FOR SEQ ID NO: 4: 

ii) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 573 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:4: 

Met Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa 
1 5 10 15 

Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Ala Lys Thr lie Ala Tyr 
20 25 30 

Asp Glu Glu Ala Arg Arg Gly Leu Glu Arg Gly Leu Asn Ala Leu Ala 
35 40 45 

Asp Ala Val Lys Val Thr Leu Gly Pro Lya Gly Arg Aso Val Val Leu 
50 SS 60 

Glu Lys Lys Trp Gly Ala Pro Thr lie Thr Asn Asp Gly Val Ser lie 
€5 'O 7S 80 



Ala Lys Glu He Glu Leu Glu Asp Pro Tyr Clu Lys He Gly Ala Glu 
85 90 95 
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Leu Val Lye Glu Val Ala Lye Lya Thr Asp Asp Val Ala Gly Asp Gly 
100 105 110 

Thr Thr Thr Ala Thr Val Leu Ala Gin Ala Leu Arg Lys Glu Gly Leu 
115 120 125 

Arg Asn Val Ala Ala Gly Ala Asa Pro Leu Gly Leu Lys Arg Gly lie 
130 135 140 

Glu Lys Ala Val Glu Lys Val Thr Glu Thr Leu Leu Lys Gly Ala Lys 
145 150 1SS ICO 

Glu Val Glu Thr Lys Glu Gin He Ala Ala Thr Ala Ala He Ser Ala 
165 170 175 

Xaa Gly Asp Gin Ser lie Gly Asp Leu He Ala Glu Ala Met Asp Lys 
180 IBS 190 

Val Gly Asn Glu Gly Val He Thr Val Glu Glu Ser Asn Thr Phe Gly 
195 200 205 

Leu Gin Leu Glu Leu Thr Glu Gly Met Arg Phe Asp Lys Gly Tyr lie 
210 215 220 

Ser Gly Tyr Phe Val Thr Asp Pro Glu Arg Cln Glu Ala Val Leu Glu 
225 230 215 240 

Asp Pro Tyr He Leu Leu Val Ser Ser Lys Val Ser Thr Val Lys Asp 
245 250 2S5 

Leu Leu Pro Leu Leu Glu Lys Val He Gly Ala Gly Lys Pro Leu Leu 
260 265 270 



He He Ala Glu Asp Val Glu Gly Glu Ala Leu Ser Thr Leu Val Val 
275 280 265 



Asn Lys He Arg Gly Thr Phe Lys Cer Val Ala Val Lys Ala Pro Gly 
290 295 300 
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Phe Cly Asp Arg Arg Lys Ala Met Leu Gin Asp Met Ala lie Leu Thr 
30S 310 31S 320 

Cly Gly Gin Val He Ser Glu Glu Xaa Val Gly Leu Thr Leu Glu Asn 
32S 330 335 

Ala Asp Leu Ser Leu Leu Gly Lys Ala Arg Lya Val Val Val Thr Lys 
340 345 350 



Asp Glu Thr Thr 
355 



He Val Glu Gly Ala Gly Asp Thr Asp Ala He Ala 



360 



365 



Gly Arg Val Ala Gin He Arg Gin Glu He Glu Asn Ser Asp Ser Asp 
370 375 380 

Tyr Asp Arg Glu Lys Leu Gin Glu Arg Leu Ala Lys Leu Ala Gly Gly 
3es 390 395 400 

Val Ala Val He Lys Ala Gly Ala Ala Thr Glu Val Glu Leu Lys Glu 
405 410 415 

Arg Lys His Arg He Glu Asp Ala Val Arg Asn Ala Lys Ala Ala Val 
420 «5 430 

Glu Glu Gly He Val Ala Gly Gly Gly Val Thr Leu Leu Gin Ala Ala 
435 440 445 

Pro Thr Leu Asp Glu Leu Lys Xaa Leu Glu Gly Asp Glu Ala Thr Gly 
450 4SS 460 

Ala Asn He Val Lys Val Ala Leu Glu Ala Pro Leu Lys Gin He Ala 

475 480 



46S 



470 



Phe Asn Ser Cly Leu Glu Pro Gly Val Val Ala Glu Lys Val Arg Asn 
465 490 495 

Leu Pro Ala Cly His Cly Leu Asn Ala Gin Thr Gly Val Tyr Glu Asp 
500 S05 510 
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Leu Leu Ala Ala Gly Val Ala Asp Pro Val Lys Val Thr Arg Ser Ala 
515 520 525 

Leu Gin Asa Ala Ala Ser He Ala Gly Leu Phe Leu Thr Thr Glu Ala 
530 535 540 

Val Val Ala Asp Lys Pro Glu Lys Glu Lys Ala Ser Val Pro Gly Xaa 
545 550 S55 560 



Xaa Xaa Xaa Xaa Gly Gly Asp Met Gly Gly Met Asp Phe 
565 570 
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CIATMS 

1. A fusion protein comprising a stress protein fused to 
a protein against which an immune response is 
desired. 

5 2- The fusion protein of Claim 1 vherein the stress 

protein is a heat shock protein and the protein is a 
human immunodeficiency viral protein. 

3. The fusion protein of Claim 2 wherein the heat shock 
protein is hsp70 and the human immunodeficiency viral 

io protein is p24 protein. 

4. A vaccine comprising all or a portion of a stress 
protein which induces an immune response in an 
individual to whom it is administered or all or a 
portion of a protein having an amino acid sequence 

is sufficiently homologous to the amino acid sequence of 

the stress protein to be capable of inducing an 
immune response in an individual to whom it is 
administered. 

5. A vaccine of Claim 4 in which the stress protein is a 
20 mycobacterial stress protein or a protein having an 

amino acid sequence sufficiently homologous to the 
amino acid sequence of the mycobacterial stress 
protein to induce an immune response in the 
individual to whom it is administered. 

2S €. A vaccine for use in enhancing in an individual the 
immune response to a pathogen, comprising all or a 
portion of a stress protein of the pathogen against 
which the enhanced response is desired. 
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A vaccine of Claim 6 in which the stress protein is 
selected from the group consisting of: mycobacterial 
stress proteins , bacterial stress proteins, fungal 
stress proteins, viral stress proteins and parasitic 
stress proteins. 

A composition comprising all or a portion of a 
selected stress protein, for use in producing or 
enhancing an immune response in an individual, 
vherein the stress protein is in sufficient quantity 
to elicit the desired immune response. 

A composition comprising a stress protein for use in 
immunizing an individual against a subsequent 
infection. by a pathogen, wherein the stress protein 
is in sufficient quantity to produce an immune 
response to the stress protein. 

The composition of Claim 9 wherein the stress protein 
is a stress protein of the pathogen. 

A composition comprising all or a portion of a stress 
protein or all or a portion of a protein having an 
amino acid sequence sufficiently homologous to the 
amino acid sequence of the stress protein for use in 
inducing in an individual immune tolerance against a 
protein, under conditions appropriate for induction 
of the desired tolerance* 

A composition of Claim 11, . wherein the protein is a 
protein associated with rheumatoid arthritis, 

A vaccine for use in inducing an immune response in 
an individual comprising all or a portion of a stress 
protein or all or a portion of a protein having an 
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amino acid sequence sufficiently homologous to the 
amino acid sequence of the stress protein conjugated 
to a substance to which an immune response is desired 
or to a portion of the substance sufficient to induce 
an immune response in an individual, 

A vaccine of Claim 13 in which the stress protein is 
a mycobacterial stress protein or a protein having an 
amino acid sequence sufficiently homologous to the 
amino acid sequence of the mycobacterial stress 
protein to induce an immune response in an individual 
to whom it is administered. 



15. A vaccine of Claim 13 in which the substance against 
which an immune response is desired is selected from 
the group consisting oft proteins, peptides, 

is oligosaccharides, lipids, carbohydrates, organic 

molecules and a combination thereof. 

16. A vaccine for use in inducing an immune response in 
an individual comprising a recombinant fusion protein 
which includes all or a portion of a stress protein 

20 or all or a portion of a protein having an amino acid 

sequence sufficiently homologous to the amino acid 
sequence of the stress protein fused to a substance 
against which an immune response is desired or to a 
portion of the substance sufficient to induce an 

25 immune response in an individual. 

17. A vaccine of Claim 16 in which the stress protein is 
a mycobacterial stress protein or a protein having an 
amino acid sequence sufficiently homologous to the 
amino acid sequence of the mycobacterial stress 

30 protein to induce an immune response in an individual 

to whom it is administered. 
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18. A vaccine of Claim 17 in which the protein is the HIV 
gag or pol protein. 

19. A composition for use as an agent to induce immune 
tolerance, comprising a stress protein conjugated to 

s si substance to which an i mmune response is desired. 

20. A vaccine for use in enhancing in an individual an 
immune response 4 comprising all or a portion of a 
stress protein conjugated to a substance to which an 
immune response is desired or to a portion of the 

io substance sufficient to enhance an immune response in 

the individual. 

21. A vaccine of Claim 20 in which the stress protein is 
selected from the group. consisting of: mycobacterial 
stress proteins, bacterial stress proteins, fungal 

is stress proteins, viral stress proteins and parasitic 

stress proteins. 

22. A composition comprising a stress protein for use in 
producing or enhancing an immune response in an 
individual, wherein the stress protein is in 

20 sufficient quantity to elicit the desired immune 

response, and the stress protein is conjugated to a 
substance against which an immune response is desired 
or to a portion of the substance sufficient to 
produce or enhance an immune response in the 

25 individual. 

23. A composition comprising a stress protein for use in 
immunizing an individual against a subsequent 
infection by a pathogen* wherein the stress protein 
is in sufficient quantity to produce an immune 

30 response sufficient to protect the individual against 
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subsequent infection by the pathogen, and the 6 trees 
protein is conjugated to a substance against which an 
immune response is desired or to a portion of the 
substance sufficient to produce an immune response In 
5 the individual. 

24. A vaccine for use in inducing an immune response in 
an individual comprising all or a portion of a stress 
protein or ali or a portion of a protein having an 
amino acid sequence sufficiently homologous to the 

10 amino acid sequence of the stress protein and a 

substance against which an immune response is- desired 
or to a portion of the substance sufficient to induce 
an immune response in an individual. 

25. A vaccine of Claim 24 in vhich the stress protein is 
is a mycobacterial stress protein or a protein having an 

amino acid sequence sufficiently homologous to the 
amino acid sequence of the mycobacterial stress 
protein to induce an immune response in an individual 
to whom it is administered. 

20 26. A vaccine of Claim 24 in which the substance against 
which an immune response is desired is selected from 
the group consisting of: proteins, peptides, 
oligosaccharides, lipids, carbohydrates, organic 
molecules and any combination thereof. 

2S 27. A composition for use as an agent to induce immune 
tolerance, comprising a stress protein and a 
substance to which an immune response is desired. 



30 



28. 



A vaccine for use in enhancing in an individual an 
immune response, comprising all or a portion of a 
stress protein and either a substance to which an 
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immune response is desired or a portion of the 
substance sufficient to enhance an immune response in 
the individual. 

29. A vaccine of Claim 28 in which the stress protein is 
s selected from the group consisting of: mycobacterial 

stress proteins, bacterial stress proteins, fungal 
stress proteins, viral stress proteins and parasitic 
stress proteins. 

30. A composition comprising a stress protein and a 

ao substance against which an immune response is desired 

or a portion of the substance sufficient to produce 
or enhance an immune response in an individual for 
use in producing or enhancing an immune response in 
an individual, wherein the stress protein is in 

is sufficient quantity to elicit the desired immune 

response . 

31. A composition comprising a stress protein and a 
substance against which an immune response is desired 
or to a portion of the substance sufficient to 

20 produce or enhance an immune response in the 

individual for use in immunizing an individual 
against a subsequent infection by a pathogen, wherein 
the stress protein is in sufficient quantity to 
produce an immune response sufficient to protect the 

-25 individual against subsequent infection by the 

pathogen. 

32. A composition for use as an agent to induce an immune 
response in an individual to whom it is administered, 
comprising all or a portion of a stress protein or 

30 all or a portion of a protein having an amino acid 

sequence sufficiently homologous to the amino acid 
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sequence of the stress protein to be capable of 
inducing an immune response in an individual to whom 
it is administered. 

A composition for use as an agent to induce an immune 
response in an individual to whom it is administered, 
comprising all or a portion of a stress protein or 
all or a portion of a protein having an amino acid 
sequence sufficiently homologous to the amino acid 
sequence of the stress protein conjugated to a 
substance against which an immune response is desired 
or to a portion of the substance sufficient to induce 
an immune response in the individual. 

A composition for use as an agent to induce an immune 
response in an individual to whom it is administered, 
comprising a recombinant fusion protein which 
includes a) all or a portion of a stress protein or 
all or a portion of a protein having an amino acid 
sequence sufficiently homologous to the amino acid 
sequence of the stress protein and b) a substance 
against which an immune response is desired or a 
portion of the substance sufficient to induce an 
immune response in the individual, 

A composition for use as an agent to induce immune 
tolerance, comprising a stress protein. 

A composition for use in treating an autoimmune 
disease , comprising all or a portion of a stress 
protein or all or a portion of a protein having an 
amino acid sequence sufficiently homologous to the 
amino acid sequence of the stress protein to induce 
immune tolerance in an individual to whom it is 
administered. 
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37. A composition of Claim 36 for treating rheumatoid 
arthritis • 



1/10 



FCT/US94AK362 




1QO 200 300 400 500 




TB 65kDa (1-540) 

SUBSTITUTE SHEET (RULE 26) 



WO 94/29459 PCT/US94/06362 

2/10 



o » co K 
r* o - o 



o *. cc 

to o — 
*c - 
Cu •« 
o - 

I s 

•J 

5- 

o 

o* x. - 
♦a. 

a 

< ■ 
o — 

\c - 
m o •« 

< - 

S 

H 
•J 

« 

o •> 

c/i 
> 
Cm 

ce ■ 

£ 

o * o 

-t cc 
cm 

Cm 

♦3 
CC 
♦3 



Pi 
o 
»c 

Cm 

o 
a 

*c 

i 



o 
cc 
*3 

r. 

> 
cc 
< 

Q 
2 
O 

(m 

»c 
> 
a 




O < 

<a 

CM 



o *. 


%£ 




cn 


1* 


2 




U4 


»3 




o 


«• o 




w 


•« u 




K 






< 






M 






10 






CC 


o 








<n 






w 














1 












H 






H 


~K 




O 






Q 


- a 


o * 


O 










«-i 




i 




« 








-2 






to 














o * 






o 


O 






2 








"1 






o 




< 


«< 




O 


«o 




M 


x: 






-ss 






u 


© * 


X 


Cm 




v: 


*: 




a 


-a 




« 


w 




*3 


Cm 




a 


CJ 




M 






cn 


U 




•c 


cc 








o * 




•* > 


00 




CO 






-> 






-o 




a 


«o 




K 


•* K 




H 


-H 






M 






H 




Cm 


- 04 



© * 

CM 



cm 



o - o o 

p Id to 

> ••> n 
O - Q 

It] |U 

< -< 

M •* M 
M M 

> »3 

•a -»3 

Cm P< 

PS O 

5 £ • 

S I 

w -S 

Cm CU 

> +i 

CO u 

o a: 

M M 
CO 2 
CO CO 
W M 
« - « O 
»tf *• >tf <M 

w a tn 
co < 

< cw 

Q CO 
O U 

10 - w 
u > 
v: •< 
o o 
o K 

CO Cm 

SC 2 o - 

M M O 

Cm — Cm CI 

>< - X 
CW Cm 
CO CO 
M U 

o - o 

Q *• Q O < 
Cm Cm <n 
« O CM 

as 

o - o 
u « to 

M ^ 

M Q 

•4 •« u < 
CO 
CM 



o 



CM 
M 



so 





•3 




»3 


«H 


•3 


Cm 


U 


Cm 


u 




CO 




o 


z: 


o 


£ 


o 




cc 




re 




cc 


5C 


o 




o 


S 


o 





•4 


•-4 


•3 


Cm 


W 


CU 


U 


3u 


o 


£ 


O 


D 


cc 




CC 


5C 


o 




o 



SUBSTITUTE SHEET (Rial 26) 



WO 54/294S9 



3/10 



FCT/US94AK3$2 



o * 




o *. 


ox 


> 


*o 




V) **vs 


\n 




U P< 






« Mill 






> w 






o *-o 






< o 
















o * 


< £ 


o - 


CO 




in 




H O 


in 




as p; 












p< - * 












H w 






«4 a: 










o » 


CC Cb 


o *. 




K 1 






H *3 


<n 




M 10 






U CO 






M tO 






2 S 












o-o 






Q «• O 


o * 




U - U 


co 


"IT 


s: *•« 


in 




< a 






Cu o 












•J - ^3 






to o 






o < 










o * 


< * 


o » 


in 


P< CO 






M < 


in 




o > 












•J M 






•4 - <J 


















o -o 




o * 


o-o 


o * 




o - a 


«-t 




u < 


*n 
















o - o 






u ~ u 






w - w 






> -5> 





cc 



0« 

c 

D 
X 



♦3 

cu 
o 
p: 
o 



< ~< 
o ~ o 

O O 

S 2 

» I 

tt © 

S2-S 

04 — P« 

U Q 

> o 
to ~ W 

»j ♦* »j 

(0 O 

<-< 

> ♦« > 

O CO 

2=2 

O X 
•J O 
♦J ~«J 

< ~< 
H to 

o; w 

£ •«> 
« •« x: 

Pt •« Pi 

Q - Q 
*h -J 

M *-» 
O •« O 

*: c 
u a 

> M 
C •« E 

> o 



Q 

o 

5 




Pi 
D 

x 



Id 
O 
CC 

o 



tn 



tn 



Cm I 

« - J3 
O C 
O-O 

o-o 

c - c 

0 •* o 

1 £ 

o-o 

o ~ o 

o ~o 

o ~ o 



P. u 

c o 

D CC 



«m 

(4 

O 

4J 
* 3 

r- o 
*o 

«o « 
I 4i 

« Xi 

U C 

O a 

o«a 

«3 

o 



CO 



rt 



c 
« 

i: 







a 






^» 


«o 






• 


a 


CO 


tj 




u 




c 




V 


4 


€1 




> 


C 




* o 


U 










a 


VI 




V 


> 


X 


CJ 


U 








«3 


•o 


E 






*a 


0) 






c 




10 








CO 


V) 




o 




p. 





o 

CO 



in 



« 

c o 

P CJ 

u ca 

G^u 
O C 
•o « 
C E 
« C 

tnw 



o 
c 

4J 

c 
o 
o 



CN 

w 
o 

M 



SUBSTITUTE SHEET (RULE 26) 



WO 54/29459 PCT/US94/063€2 

4/10 



CM 



O 
O 



o < 



© < 

CO 



*4 






*tf 


cu 


in 




in 


s: 


*o 


x: 


to 


D 


*J 


D 




X 


3£ 


X 






w 
o 

M 

Cm 



SUBSTITUTE SHEET (RULE 26) 



WO 94/29459 



5/10 



PCT/US94/06362 



o * 



s: x: 



o * 


< 




*o 


O 


O 


*n 




10 




o 


-S 










a 






K 


if 




u 






w 






k: 


U 


o » 


*• p< 


in 




V" 
PC« 


(A 


LI 


U 


















«c 




U 


- U 






1 




£ 


~H 




fr* 


H 




*3 


tw 




tJ 


*• «J 




10 


O 












w 






to 




o 
«J 


O 


MA 

¥ 1 






Ift 


£ 








10 




a; 












*: 








> 




ft. 




O *• 


Q 






M 




in 


M 






O 






K 


< 




U 






> 


»J 






»J 






Q 




> 


W 


o * 


Cm 






Q 




in 


O 


- o 




3 

< 


~5 




Q 


2 




>< 


•J 




O 


- O 




> 


SC 


o •> 


u 


o 


o 


to 


> 


in 


10 


— 10 




in 






O 






3C 


« 




M 


> 










ta 






> 


< 


o\ 














4-1 






a* 


in 






«o 















cn 



in 



C 1 

O I 

o J 

O Q 

r - as 
o I 
o ~ o 
o *• o 

o - o 



n io 

a: sc 



ca 
«i 
3 
•a 

« 
Of 

u 

c 
« 

* 

<J 

« 

o 

*e 



« 
u 
o 
a 

u 

O 



* P 
d O 
m 

t XJ 

c 

O O 



#-<*n 
o 



c 
tl 



to 



c 
o 



> 
•a 
•a 

u 
ta 

T3 
C 
40 
4J 
10 



to 



« 

US 14 

C O 
P o 

U 14 

e jj 
o c 
•a o 

C E 
« C 

^ cn 
*n«H 



•a 

o 

c 



c 
o 
o 



n 
w 
n 

M 



SUBSTITUTE SHEET (RULE 26) 



WO 94/2S4S9 



PCT/US94AXS3G2 



6/10 



o - 



o < 
to 



in 



o < 
m 



o « 
cm 



o » 



O ' 
CM 



C4 
Q 

H - 

O 
Q 



a 
o 

H 
M 



cm 



> 

o *• 

0. 

O - 
> - 

E - 
< *• 
O 
10 



> 

u 
o 

C 

£ 
< 



o * 



o « 



2 G 
•-I *•« 

*s a 
a - o 

< "< 

CO <0 



a 
u 

04 

H - 

a 

U 



3 

s 



in 



K 
•J 

u 

:?-> 

Q U 
> «> 

5-2 



£ 
> 
o - 



to 

M 

o 



€9 
CM 



CM 



O • 
CM 



in 

CM 



O * 



n CM 

O 

u 

u 
> 
w 

< 

O CM 



O 
Q 
> 
Q 
W 
< 

#"4 - 
M 

5 

I 

« 
U 

w 
o 

M 
« 

*£ « 

Id 
to 
o 

4-4 

z 

< 
a 
a 
w 
w 
o 
k: 
O 
o 

io 



o *• 



CM 
CM 



Cm 
» 
04 
10 

4M 
5* 

o 
a 

K 

£ 
o 
w 

M 
M 

u 
•J 



10 ~W 
•J -*J 

3:5 



o < 

CM 



O - 

o 



o « 

CO 



o*. 



o « 
m 



CM 



in 

en 







4-H 


K 




K 


4-( 


04 


in 


04 


in 


04 


in 


04 


£ 


IO 


£ 


v> 


£ 


<o 






GJ 




a 




a 




« 






t« 




M 





04 in 

£ U3 



SUBSTITUTE SHEET (RULE 26) 



WO 94/29459 " PCTYUS94/06362 

7/10 



o < 

to 

tn 



cn 
in 



o * 
in 



tn 



o • 

CM 

tn 



o * 

CA 



in 



ac to 
as h 



< i 

§ S 
8 - *5 

14 *• W 
41 ^ 
*C U 
0« *• Ai 
M K 

w a 

U -M 

< f< 
H 

H »4 

»3 tn 

*0 o 

< •* < 

> M 

0 cn 

•J o 

*3 -♦J 

< -< 
t-« to 

p: - « 
£ «> 

SC - K 
t< > 

01 *« ou 

Q -O 

M 5 
o - o 

> ^ 
x: u 

Z Q 

> M 

Q > 
O - O 

g & 

< - < 

>< u 
o -o 
a: 
o 
to < 
CO cu 
to *4 

o a 

w - u 

> < 



*u in 
£ so 
t3 cq 





O. •« Cm 




E Q 




o s: 


o * 


o - o 




o o 


in 






o a 




o *, o 




o - o 




£ 1 




O I 




O I 




C 1 


to 


in 





cu cn 
D o 



to 



C 



to 




01 








-a 






* 


Cf) 


m 


41 


4N 


14 




c 




41 


t 


CI 




* 


C 




o 


41 






*i 




40 


« 




CI 


> 




41 


u 


«o 


4J 






•o 


e 


u 




«J 


41 


•o 


rH 


c 


X> 


ta 




4J 




CQ 


« 




o 




a 




U 


Q 




CO 






a in 


to 


u 




• 


o 




in 


*r 










o o 




to 


1 


in cq 




*r Ci 


41 


*H 


Cfl 44 


1 «U 


c o 




o u 


O Xl 


u 49 


u c 




O CI 






o c 




«o CJ 




c e 




« c 


«S (A 








O 


tn«-< 




ot< 



o 
c 

c 
o 

■o 



SUBSTITUTE SHEET (RULE 26) 



9/10 




SUBSJIflJlE SHEET (RULE 26) 



WO 94/29459 



8/10 



PCT/US94/0fi3€2 




E 



< 



SUBSTITUTE SHEET (RULE 26) 



